The combination of experimental and computational methods provides a powerful approach for understanding biological processes. Initial experiments can suggest hypotheses that can be captured by first-generation mathematical/ computational models (henceforth simply called 'mathematical models' or 'models'), which can then be employed to generate new experimental approaches to test those models. Understanding signal transduction pathways, with their myriad of molecular interactions, feedback loops, and spatial and temporal variations in concentrations of key molecules, requires such an iterative process between experiments and modeling.
Models of signal transduction pathways that are mechanistic (reflecting actual physical processes that occur as opposed to empirical or statistical models) typically have many parameters. The concentrations of various molecules along the pathways, the forward and reverse rate constants for binding reactions, diffusivities of key molecules, and enzymatic activities are all physical parameters that can appear in such models. [2] [3] [4] [5] Yet values for all of these parameters are not known with certainty. Assays can of course be developed to measure some of the parameters. Yet how well those values translate from the assay conditions (often in vitro) to the cellular environment during signalling is typically not known.
This uncertainty in parameter values, combined with uncertainty in experimental measurements, can make the comparison between model and experiment difficult: does, for example, a 30% difference between the two reflect an incorrect parameter value, a small error in the experimental measurement, or a poor understanding of the governing physical processes when the model was formulated? One approach that is helpful is to develop qualitative tests for the comparison. In other words, although the output of both the model and the experiment are quantitative (e.g. numbers of G proteins activated or concentration of intracellular free calcium), a comparison of qualitative trends (e.g. does a curve rise or fall, or shift right or left) may be most useful, at least in the initial stages of understanding a mechanism. Thus, it is helpful to develop new (and multiple) qualitative tests that can be used for the comparison between proposed mechanisms (as formulated in a model) and experimental data.
In this chapter, we focus on G protein signalling, in particular G proteincoupled receptor (GPCR) mediated calcium oscillations. Numerous models have been developed to describe these calcium oscillations. [6] [7] [8] [9] [10] [11] [12] Here we describe a novel approach, the modelling and experimental analysis of phase-locking, which provides a qualitative test that can be used to evaluate those models.
Phase-locking analysis involves application of periodic stimulation to an oscillatory pathway, which then becomes synchronized to the stimulation inputs. While the phenomenon of phase-locking is intrinsic to all non-linear oscillators, 13 phase-locking behaviour may be different for different oscillatory mechanisms. 14 We first describe proposed mechanisms for GPCR-induced calcium oscillations, and then introduce simulation and experimental methods to analyse phase-locking properties of the oscillations. Finally, we demonstrate phase-locking analysis as applied to a GPCR-mediated calcium signalling pathway to elucidate signalling mechanisms.
Models of GPCR-induced Calcium Signalling
Mathematical modelling of GPCR-initiated signal transduction pathways, like all modelling of biological processes, offers the opportunity for us to interpret data, analyse hypothesized mechanisms, run virtual (in silico) experiments and motivate new experiments. For example, different pathways or physical mechanisms may be suggested to explain the same biological data. Designing and performing experiments based on mathematical models that have been formulated for the proposed mechanisms can help distinguish between these mechanisms.
GPCR-induced intracellular calcium signalling has been the focus of many modelling studies, due in part to the discovery of calcium oscillations upon chemical stimulation of cells. [15] [16] [17] Another key observation was that increasing or decreasing the ligand concentration changes primarily the frequency and not the amplitude of calcium oscillations, 8 suggesting that critical information for signalling pathways is encoded in the frequency of calcium signals. These observations, along with estimation of some relevant kinetic parameters, led to the development of a variety of oscillatory calcium models whose mechanisms differ, often significantly, in terms of how oscillations are generated and calcium levels are set. [6] [7] [8] [9] [10] [11] [12] Most of these models are composed of ordinary differential equations based on mass action kinetics and assumptions of Michaelis-Menten kinetics, cooperativity (e.g. Hill coefficient), and similar. Upon solving these equations, one can track the dynamics of each of the cellular components [e.g. bound receptors, activated G proteins, inositol 1,4,5-trisphosphate (IP3) and intracellular free calcium concentration] over time.
For this chapter, we focus on two representative mathematical models of calcium oscillations with differing activation and recovery properties-one described by Chay et al. 7 and another by Politi et al. . IP3 binds to IP3 receptors, opening calcium channels on intracellular stores and thus eliciting a calcium response. DAG initiates a negative feedback that subsequently reduces G protein activity, resulting in calcium oscillations. A basal level of G protein activity that results in basal IP3 production is included, ensuring that IP3 levels return to pre-stimulus levels. In this model, signalling is initiated by increasing the receptor contribution to the rate of G protein activation, indicated by the term 'stimulant' in Figure 24 .1.
In contrast, the Politi et al. model ( Figure 24 .1 top right) assumes that activation of PLC by G proteins is a graded process (as opposed to switch-like). In other words, the rate of PLC activation is proportional to the number of activated G proteins. Production of IP3 initiates a feedback loop between the IP3 receptor (IP3R), calcium and PLC that leads to calcium oscillations. Furthermore, the model does not include a mechanism for basal IP3 production, highlighting a difference in recovery properties of the respective models in addition to the difference in their activation properties. In the Politi et al. model, signalling is initiated by increasing the rate at which phosphatidylinositol 4,5-bisphosphate (PIP2) is converted to IP3 (by activated PLC). Parameters for both models were derived from a combination of experimental data and estimation.
Despite having different mechanisms for generating calcium oscillations, the two models behave nearly identically when addressed with continuous stimulation; both models produce calcium oscillations upon application of continuous stimulation. The period of these oscillations decreases with increasing stimulation strength ( Figure 24 .1 bottom left and 24.1 bottom right), demonstrating that this widely applied qualitative test is insufficient to distinguish between these (and many other) model mechanisms. These and other results demonstrate that analysis of calcium transients elicited with continuous stimulation (e.g. the oscillations shown here) or simple step changes in stimulation (e.g. a sudden increase in ligand concentration) are insufficient to adequately probe the calcium signalling pathway. Are there additional tests available to distinguish between proposed model mechanisms for GPCR-induced calcium oscillations? As described below, phase-locking behaviour may provide one such test.
Phase-locking and Sub-threshold Calcium Responses
Phase-locking refers to the phenomenon whereby an oscillatory system synchronizes to a periodic input (Figure 24 .2). Phase-locking is predicted to occur for all non-linear oscillators; 13 for example, it was explored in oscillatory electrical systems exposed to periodic electrical stimulation for the purpose of understanding how to better control such non-linear systems. 18 In a biological context, phase-locking has been observed in experiments with cardiac 19 and neuronal systems. 20 In these studies, periodic electrical stimulation was supplied and the corresponding cellular (electric) responses were measured.
Several studies have indicated that the simple observation of phase-locking alone does not provide insight into the mechanisms of oscillatory systems. 13 However, phase-locking properties (e.g. how phase-locking changes, or not, with different stimulation parameters) can provide insight into oscillatory mechanisms. Seminal studies of phase-locking in cardiac cell aggregates found that as the rest period between periodic electrical stimulation events was reduced, the cells' capacity to keep up with the stimulatory inputs was also reduced. 19 In other words, the number of cellular responses was less than the number of stimulation events, indicative of skipped beats. To quantify the cells' capacity to keep up with periodic stimulation, one can use the metric called the phase-locking ratio (PLR), elsewhere referred to as the Winding number ( Figure 24 .2). One can define the phase locking ratio PLR as:
PLR ¼ number of system responses number of stimulation events ð24:1Þ
Theoretical studies have characterized the effects of periodic stimulation parameters on the PLR. 7 Periodic stimulation parameters include the stimulant concentration (C), the stimulation duration (D) and the rest period (R) ( Figure  24 .3). When the PLR is plotted against the value of a single periodic stimulation parameter (while holding the others constant), what has been termed a 'Devil's Staircase' 7 emerges (Figure 24 .3). Examining how the PLR changes with simulation parameters gives insight into activation and recovery properties of the oscillatory system. Depending upon the activation and recovery properties of the system, the staircase may increase or decrease; in other words, the PLR may increase or decrease with increasing C, D or R, based upon the activation and recovery properties of the oscillatory system. In our experience with calcium oscillation models, increasing C or D typically results in an increase in the PLR, since both parameters increase the chances that a system response will occur. Thus, modifying these two stimulation parameters may not provide the insight needed to discriminate between various proposed oscillation mechanisms.
However, with calcium oscillation models, we find that when the PLR is plotted against the rest period R, the Devil's Staircase plot that results reveals recovery properties of the oscillatory system. Do cellular levels of key molecules (IP3, calcium) slowly or rapidly return to baseline values or perhaps overshoot baseline values and spend some time at reduced levels? These features affect the ability of the system to respond to the next stimulation pulse. Thus, periodic stimulation can provide insight into the recovery properties, a feat difficult to attain with continuous stimulation and conventional experimental techniques.
In calculating PLR, it is typical to count only 'full' responses; researchers have also observed 'sub-threshold' responses upon exposure of oscillatory systems to periodic stimulation 21 ( Figure 24 .3). Here 'sub-threshold' delineates that a system response did not reach full amplitude. This type of response represents a unique activation property that emerges only from periodic stimulation, and it may also be useful in comparing mechanisms.
Phase-locking Analysis of GPCR-induced Calcium Signalling in Two Models
Proposed GPCR-induced calcium oscillation models can be examined for the existence and properties of phase-locking. 14 Periodic stimulation in the form of ligand pulses can be used as a model input, and analysis proceeds as described in Figure 24 .3. Here we focus on the Chay et al. and Politi et al. models. Because neither model explicitly includes receptor/ligand binding, periodic stimulation is implemented by periodic increases in the receptor contribution to the rate of G protein activation (Chay et al. model) or periodic increases in the rate at which PIP2 is converted to IP3 (Politi et al. model). We have also explicitly added the equations describing receptor/ligand/G protein dynamics to these models, and the phase-locking behaviour is similar to that shown here.
14 Phase-locking of the calcium responses is observed with both models, as expected for any non-linear oscillator 13 ( Figure 24 .4A). Under some periodic stimulation conditions, the calculated PLR for both models is less than one ( Figure 24.4) , indicative of skipped beats and consistent with observations in other experimental 19 and theoretical systems. To assess the phase-locking behaviours of the two models, each was exposed to periodic stimulation while the stimulant concentration (C), stimulation duration (D) or rest period (R) was varied. As seen in Figure 24 .4B and 24.4C, the behaviour of both models when only C or D was varied is similar. However, plotting the phase-locking ratio against the rest period provides a discriminating marker: PLR increases as the rest period increases for the Chay et al. model, while the opposite trend occurs for the Politi et al. model ( Figure 24.4D) . This difference suggests a difference in recovery properties for the two models. Importantly, note that the models can be easily distinguished via a qualitative comparison, i.e. one model predicts an increase in PLR with R and the other predicts a decrease, and that this behaviour should be readily apparent in experimental data.
Investigation of the respective model architectures reveals the mechanisms responsible for the differing activation and recovery properties. We can first examine the activation behaviour. The Chay et al. model does not exhibit subthreshold calcium responses because of a switch-like activation of PLC by G proteins; the Hill coefficient of the reaction is four in this model. In contrast, the Politi et al. model exhibits sub-threshold calcium responses because G proteinmediated activation of PLC is graded. In terms of recovery properties, the Chay et al. model contains a basal G protein activity that results in basal IP3 production. Basal IP3 production promotes recovery to resting levels between stimulation events, and thus with longer rest periods, IP3 levels are higher and more likely to cross the threshold necessary to elicit a calcium response with a subsequent stimulation event. Ultimately, this results in an increase in PLR as R is increased. In contrast, the Politi et al. model has no such recovery mechanism; IP3 levels subside as the rest period increases and so calcium responses are less likely to occur with a subsequent stimulation event. As a result, one observes a reduction in PLR as R is increased.
These model observations provide a concrete set of discriminating markers that can be compared with experimental results. However, typical experiments assessing GPCR-induced calcium oscillations rely on continuous stimulation or on a single step change increase in ligand concentration. Thus experimental setups that are able to stimulate cells periodically and allow for real-time imaging of the resulting intracellular calcium responses must be developed.
Microfluidics to Enable Pulsatile Stimulation of Cells
The ability to carry out phase-locking analysis for the study of G protein dynamics is dependent upon the ability to reproducibly control cellular stimulation with high temporal resolution. Conventional techniques for creating dynamic cellular stimulation conditions are deficient in this respect; these methods typically involve adding known amounts of ligand to cells growing in culture dishes or on glass slides, effectively exposing cells only to step increases in stimulant concentration. 22 This approach is not amenable to the generation of reproducible periodic stimulation patterns necessary to study phase-locking. For example, it is difficult to exchange fluid rapidly because it requires a user to manually address cells repeatedly with stimulant, aspirate the stimulant away, and then reapply the stimulant, within a matter of tens of seconds. Perfusion chambers represent an advance in terms of reproducibility, but these setups lack versatility and scalability. 23 The advent of microfluidic technology has overcome many of these limitations (Figure 24 .5A). In terms of scalability, entire biochemical and genetic operations and manipulations are executed on a platform several square inches in area. The crux of this technology is the ability to harness the physical properties of liquids on the micron scale, enabling enhanced control over spatial and temporal facets of cellular stimulation, and thus versatility. While microfluidics initially garnered interest for studies of spatial dynamics, 24, 25 recently it has become increasingly utilized for studies of temporal dynamics of cell signaling. 26 The appeal of this method is the rapid fluid exchange that can be achieved, as well as the low reagent consumption, portability and potential for high throughput analysis. For example, Hersen et al. 27 developed a microfluidic device capable of addressing cells with a chemical stimulant at frequencies r2 Hz without disrupting cell adhesion. G protein signalling occurs on the sub-second to seconds time scale, while G-protein-mediated calcium signalling is generally on the order of tens of seconds to minutes. Thus, microfluidic technology provides an optimal platform for investigations of these dynamics.
The ability to rapidly customize experimental setups for study of the dynamics of a particular GPCR ligand-receptor in a specific cell type is another major advantage of microfluidics over conventional techniques. Microfluidic devices can be designed and fabricated in B24 hours. Most microfluidic devices are created by a rapid prototyping method pioneered by the Whitesides group. 28 Initially, microfluidic designs are created on a computer aided design (CAD) program and these designs are then converted into a transparency. The transparency design is transferred to a silicon wafer or glass slide through a photolithographic process, effectively creating a mould with positive relief features. The overwhelming choice of material for creating microfluidic devices is polydimethylsiloxane (PDMS); this silicon-based elastomer has favourable properties for cell culture and imaging. 29 PDMS is cast against the mould, and upon curing, the device is irreversibly sealed against a flat surface (usually glace or PDMS sheet) through plasma oxidation. Microfluidic devices can be customized for a particular cell type in a number of ways; for instance, for cell types that do not adhere well to PDMS or glass surfaces, the device surface can be coated with adhesion molecules such as laminin or fibronectin. 30 More elaborate manipulations can be implemented to support culture of cells that are difficult to grow in vitro. 31 The method for pumping liquid in the microfluidic devices plays a tremendous role in the design and fabrication process. The most common pumping methods employed in microfluidics are gravity-driven and syringe-mediated pumping, of which the latter is more reliable. More elaborate pumping systems include 'Quake valves', 32 Braille actuation, 33, 34 acoustics, 35 and most recently autonomous pumping regulation by embedded components. The reproducibility and versatility of generation of temporal patterns is in large part determined by the pumping mechanisms implemented for conveying fluids through the microfluidic channels. In our experiments, we use Braille-actuated pumping, which offers an excellent level of control, reproducibility and portability 33, 34 (Figure 24 .5B). With this approach, microfluidic channels are aligned on a Braille display that is connected to a computer via USB. Upon elevation, individual Braille pins are able to valve off the microfluidic channels that lie above, due to the elastomeric nature of the PDMS. In the appropriate sequence, consecutive Braille pin movements enable relatively unidirectional flow. Individual Braille pin movements are controlled by a computer program, such that the speed and direction of pumping can be regulated. This setup provides an optimal platform for conducting studies in which control over cellular stimulation parameters, such as stimulation duration and rest between stimulation events, is required. This is demonstrated in Figure 24 .5C; one reservoir of the device was filled with fluorescein solution and the other with water. Upon alternating from which reservoir liquid was pumped, square-wave patterns of specific duration and rest period were reliably generated. 37 
Imaging of Signalling Dynamics in a Microfluidic Device
In order to monitor cellular signalling dynamics resulting from temporal patterns of stimulation, real-time imaging of appropriate readouts of cell signalling is needed. The advent of fluorescent reporters of cell signalling has enabled tracking of signalling behaviours of individual cells. In particular, green fluorescent protein (GFP) based readouts (or variants of GFP) have been employed to track the localization, translocation, appearance or degradation of intracellular components, representing 'passive' applications of these fluorescent constructs; in this context, 'passive' denotes that the component activity is not assessed. Fluorescence resonance energy transfer (FRET) has been used in order to convey dynamic information about intracellular activity. 38 Although FRET probes for directly assessing G protein activity have been developed, 39 the dynamic range of these readouts has not reached a level that has led to widespread utilization. However, the following are some of the probes developed over the last 15 years that are able to track G protein-mediated signalling activities: Cameleon (for intracellular calcium); 40 Raichu-Ras (measures levels of activated Ras); 41 cGMP probe; 42 PKA probe; and a cAMP probe. 43 In this chapter, the focus is on using G protein-mediated calcium signalling to elucidate molecular mechanisms. Since imaging probes for calcium are more developed compared with those for G proteins, 39 intracellular calcium is used as a readout to infer G protein signalling dynamics. While the fluorescent protein aequorin 44 has been utilized for assessing intracellular calcium levels in real-time, it is labour-intensive to introduce into cells, requiring microinjection. Since high throughput analysis of cells is thus not feasible with this indicator, fluorescent dyes and genetically coded probes are preferred. Fura-2 and Fluo-4 are popular fluorescent dyes; 45, 46 these probes can be easily introduced into cells and are commercially available. These dyes can leak out, rendering them infeasible for use in long-term experiments and it has been reported that the dyes can localize to various compartments of cells, complicating quantification of calcium levels. Genetically encoded FRET probes for calcium can be easily introduced into cell populations through transfection. 47 In addition, these probes are specifically designed to localize to a specific part of the cell and do not leak out, enabling long-term characterizations of calcium dynamics. For these reasons, we used the FRET probe YC3.60 developed by Nagai et al., 48 which measures free calcium levels exclusively in the cytosol.
Experimental Observations of Phase-locking in GPCR-induced Calcium Signalling
Using the microfluidic and imaging techniques described above, one can measure GPCR-induced calcium oscillations and compare those data with the phase-locking properties of models to elucidate mechanisms. Using our Brailleactuated microfluidic platform, cells were periodically exposed to ligand and the resulting calcium signals were recorded in real-time using the FRET probe YC3.60. 14 The D and R values chosen for these studies were based upon the typical durations of single oscillatory calcium responses (tens of seconds) and typical oscillation periods (tens of seconds to minutes). Figure 24 .6 shows the calcium responses of three cell types exposed to periodic stimulation with different GPCR ligands: a HEK293 cell stimulated with carbachol (through the M3 receptor); a HeLa cell stimulated with histamine (through histamine receptors); and a HeyA8 cell stimulated with extracellular calcium (through the calcium-sensing receptor), respectively. Phase-locking was observed with each cell type, as calcium responses were synchronized to the periodic stimulation events. Furthermore, all three cells exhibited PLRs less than one, as predicted by the models under some periodic stimulation conditions. Thus phase-locking is a general result of periodic stimulation of GPCR systems and phase-locking analysis may be appropriate to analyse signalling mechanisms.
For the remainder of this chapter, we focus our phase-locking analysis on the M3 muscarinic pathway in HEK293 cells in order elucidate mechanisms of G protein (here, Gq) signalling. Periodic stimulation of HEK293 cells with carbachol resulted in phase-locking of the resulting calcium responses and sub-threshold spikes are present (Figure 24.6B) . We then examined the phaselocking ratio as stimulant concentration (C), stimulation duration (D) or rest period (R) was varied. The PLR was measured for individual cells and then averaged. The population-averaged PLR can be used to compare between different experimental conditions (Figure 24.7) . Note that as C is increased, PLR increases; the same trend is observed when D is increased (Figure 24 .7A and 24.7B). Thus increasing either C or D enhances the probability that a 14 calcium response is going to result during a particular stimulation event. We also found that increases in R produced increases in PLR (Figure 24 .7C), suggesting that a recovery mechanism allows a reset of the signalling system if there is enough time between stimulation events.
Comparing Model and Experimental Results
These experiments described above ( 
Model Revision
At least two approaches can be suggested to come up with a mechanistic model that is more consistent with the experimental data. First, we can learn from the comparison above and combine elements of each model to produce a model that does a better job of agreeing with the data. In order to undertake mechanism revision, elements from the respective calcium models that resulted in correct predictions of the activation and recovery properties of the system were combined.
14 Phase-locking analysis indicated that the Chay et al. model had the correct recovery properties, due to the inclusion of a basal G protein activity mechanism. Analysis also suggested that the Politi et al. model possessed the correct activation properties, due to the graded activation of PLC by G-proteins. Combining these two mechanistic elements, we created a revised model and then evaluated it using phase-locking analysis (Figure 24.8) . Periodic stimulation resulted in the emergence of sub-threshold calcium responses, confirming an improvement in the activation properties of the new model (Figure 24.8A) . As the rest period of the periodic stimulation increased, the phase-locking ratio correspondingly increased (Figure 24 .8E), indicating that the recovery properties of the new system were accurate.
The second approach takes account of the fact that the discrepancies between models and experiments could be the result of incorrect parameter values in the model. Uncertainty in model parameter values is a given, as assays to measure all parameter values in vivo simply are not available. The Politi et al. model has 17 independent parameters, while the Chay et al. model has ten-most of which were estimated and not measured directly. Rather than haphazardly attempting to explore all possible parameter space, a sampling algorithm can be used to effectively search a large parameter space to explore whether the differences between the models and experiments are the result of the model parameter values but not mechanisms. Latin Hypercube Sampling (LHS) is an algorithm that we have implemented for this purpose; it entails specifying a distribution (e.g. normal or uniform) and dividing it up into equal probability intervals from which to sample without replacement. 4, 49, 50 LHS is generally run for hundreds to thousands of iterations and allows for simultaneous variation of multiple model parameter values. In the context of this study, LHS was run for both the Chay et al. and Politi et al. models to observe whether any parameter set could result in the emergence of sub-threshold calcium responses. Parameters were sampled both from a normal distribution (with original parameters for the mean and with a standard deviation of 100%) and a uniform distribution (with a minimum of 0.1 times original parameter values and a maximum of ten times original parameter values). None of the parameter sets sampled were able to result in behaviour that agreed with our experimental results.
Future Directions
We have demonstrated in this chapter that phase-locking analysis can provide a useful tool for evaluating proposed mechanisms of GPCR-induced calcium oscillations. In particular, phase-locking can reveal aspects of the activation and recovery properties of oscillatory systems, particularly when the stimulation time and time between stimulation events are varied. Importantly, phaselocking analysis provides a qualitative tool: the ability of proposed models to reproduce experimental behaviour, i.e. the existence (or not) of sub-threshold oscillations and the behaviour (unchanged, increasing, decreasing) of the phase-locking ratio (PLR) as stimulation parameters are varied can be assessed. We demonstrated this concept here with two mathematical models of oscillatory calcium signalling (and with seven more models in ref. 14) . As another qualitative test, Sneyd et al. 51 detailed an approach that involves subjecting cells to a pulse of IP3 and observing whether subsequent calcium oscillations increase or decrease in frequency. This qualitative readout of GPCR signalling can help determine whether IP3 oscillations are passive reflections of calcium oscillations or absolutely necessary to produce the calcium oscillations. A proposed mechanism that succeeds in passing qualitative tests can then be subjected to more quantitative tests and rigorous determination of physical parameter values. These tools complement existing genetic and chemical tools for deciphering GPCR signalling.
With advancements in imaging and synthesis, other probes should be available for phase-locking analysis and thereby provide even more discriminating markers for evaluation of mathematical models and elucidation of signalling pathways. Direct imaging of G protein dynamics has been achieved, 39 and with further development would be interesting to use for phaselocking analysis. Other relevant signalling components to image would be IP3, 52 and perhaps protein kinase C (PKC) 53 and the regulator of G protein signalling (RGS) proteins. 54 Microfluidic technology will also allow other stimulation patterns to be tested. The phase-locking analysis described here relied on the ability to generate periodic (square-wave) stimulation. Other stimulation patterns such as saw-tooth patterns, 55 different step patterns 23, 56 and sine waves 57 are examples of stimulation patterns that could be used in this context and might expand the number of discriminating markers available for evaluating models and elucidating mechanisms.
Collectively, the combination of microfluidics, real-time imaging, and mathematical modelling provides a means of effectively elucidating molecular mechanisms of signalling that has many future possibilities.
